Abstract: Pancreatic ductal adenocarcinoma (PDAC) is one of the most lethal diseases to affect humans, regardless of whether patients receive multimodal therapy (including surgery, radiotherapy, and chemotherapy). This resistance to intervention is currently considered to be caused by the desmoplastic change of the extracellular matrix (ECM) in PDAC tissues, which is characterized by the accumulation of cancer-associated fibroblasts, collagen, proteoglycan, and hyaluronan. Among these ECM components, hyaluronan has attracted interest because various studies have indicated that hyaluronan-rich PDAC is correlated with the progressive properties of cancer cells, both in experimental and clinical settings. Hence, the reduction of hyaluronan in cancer tissue may represent a novel therapeutic approach for PDAC. 4-methylumbelliferone (4-MU) is a derivative of coumarin that was reported to suppress the synthesis of hyaluronan in cultured human skin fibroblasts in 1995. As an additional study, our group firstly reported that 4-MU reduced the hyaluronan synthesis of mouse melanoma cells and exerted anti-cancer activity. Subsequently, we have showed that 4-MU inhibited liver metastasis in mice inoculated with human pancreatic cancer cells. Thereafter, 4-MU has been accepted as an effective agent for hyaluronan research and is expected to have clinical applications. This review provides an overview of the interaction between PDAC and hyaluronan, the properties of 4-MU as a suppressor of the synthesis of hyaluronan, and the perspectives of PDAC treatment targeting hyaluronan.
Introduction
Pancreatic ductal adenocarcinoma (PDAC) is now the fourth cause of cancer-related deaths in the US. The data show that the 5-year survival rate of patients with PDAC after the initiation of intervention is <10%, which is the worst of all malignancies [1] . Three factors are likely to be responsible for this poor prognosis. Firstly, patients with PDAC have no specific symptoms; thus, the disease may reach a highly advanced stage before detection. Actually, 85% of PDAC patients have inoperable locally advanced cancer and/or distant metastasis at the initial diagnosis [2] . Secondly, even if they undergo surgical resection, a potentially curative treatment, PDAC can be expected to relapse after a relatively short period because invisible micrometastasis has already occurred before surgery [3] . Thirdly, PDAC displays considerable resistance to chemotherapy. The administration of intensive chemotherapy can prolong the survival time by 2-6 months [4] [5] [6] [7] . These difficulties in PDAC treatment are partly due to the desmoplastic change of the extracellular matrix (ECM), which is characterized by the accumulation of cancer-associated fibroblasts (CAF) and increased fibrous ECM components, including collagen, proteoglycans, and hyaluronan [8] . This remodeling of the microenvironment surrounding the cancer cells contributes to the elevation of the internal pressure in the cancerous tissue [9] . Moreover, in this process, the deposition of hyaluronan causes the compression of the intratumoral microvasculature and consequently prevents the drug from reaching the cancer cells [10] . In addition, hyaluronan works as a ligand for some receptors on the cell membrane and enhances the progression of cancer. Thus, the control of hyaluronan is a considered to be a promising approach in efforts to treat this irremediable disease.
Hyaluronan and Its Role in Progression of Pancreatic Ductal Adenocarcinoma
Hyaluronan was firstly described as hyaluronic acid, which was extracted from the vitreous of bovine eyes in 1934 [11] . Its chemical structure was revealed to be non-sulfated linear glycosaminoglycan composed of repeated β-1,4-D-glucuronic acid-β-1,3-D-N-acetylglucosamine disaccharide unit [12] . The synthesis of hyaluronan on the plasma membrane involves three different hyaluronan synthase (HAS) proteins [13] ; these lengthen hyaluronan in the ECM to a size as large as 10 5 -10 6 Da [14] . Hyaluronan has the ability to retain a large amount of water molecules and to create viscous gels when combined with other ECM components such as glycosaminoglycans, proteoglycans, and collagens [15] . Hyaluronan ubiquitously exists in the ECM of the vast majority of organs and provides a scaffold for intercellular signal transduction. Furthermore, it plays an important role in pathophysiological processes, including embryogenesis [16] , proliferation [17] , inflammation [18] , wound healing [19] , and carcinogenesis. Several studies have reported that the excessive accumulation of hyaluronan in cancer tissues is associated with the worse prognosis after surgery in breast [20] , gastric [21] , and colorectal [22] cancer. In the case of pancreatic adenocarcinoma, the quantitative analysis of the hyaluronan content in resected cancerous tissue revealed that the level was 4-12 times that in normal pancreatic tissues [23] [24] [25] . This also has a clinical impact on the poor overall survival rate after surgery.
In cancer progression, hyaluronan acts as a principle ligand, binding to receptors including CD44 and RHAMM [26] [27] [28] . These activate the PI3K/Akt and ERK1/2 signaling pathways and result in proliferation, angiogenesis, cytoskeleton rearrangement, and invasion [29, 30] . In addition, CD44 has been recognized as a cancer stem cell marker of PDAC and is involved in both multidrug resistance and epithelial mesenchymal transition, which protects cancer cells from chemotherapeutic agents [31, 32] . The intercellular signal transduction between the cancer cells and the cancer-associated fibroblasts promotes secretion of hyaluronan into the extracellular matrices of PDAC. They produce hormones, growth factors and cytokines to produce a large amount of hyaluronan that stimulates their malignant cycles. As a result, the cancer cells acquire an appropriate microenvironment to survive, proliferate, and invade by the interaction between hyaluronan and its receptors. The other important role of the accumulation of hyaluronan in cancer progression is that it increases the interstitial fluid pressure (IFP), which makes drug perfusion difficult [9, 10] . Hyaluronidase treatment was shown to reduce the IFP within two hours in a mouse model of PDAC and to significantly improve the response to gemcitabine, one of the key drugs for PDAC treatment [33] . Hence, reducing the level of hyaluronan in cancer tissue is expected to be an effective approach to treating PDAC.
The Discovery of 4-Methylumbelliferone as an Inhibitor of Hyaluronan Synthesis and Its Mechanism of Action
The amount of hyaluronan in the ECM is regulated by three synthases (HAS1, HAS2, and HAS3 [34] ) and six isoforms of hyaluronidase (HYAL1, HYAL2, HYAL3, HYAL4, PHYAL4, and PH20 [35] ). Their genetic manipulation has revealed the importance of hyaluronan in the progression of cancer. However, the expression of these enzymes in pancreatic cancer cells is heterogeneous [36] . This suggests that the development of antibodies for HAS or promotors for each hyaluronidase may not result in a valid response in most patients with PDAC. Thus, many studies have sought compounds that reduce the synthesis of hyaluronan (Table 1) [37] [38] [39] [40] [41] [42] [43] [44] [45] [46] [47] [48] [49] [50] [51] [52] [53] [54] . Among them, 4-methylumbelliferone (4-MU), which stably suppresses the synthesis of hyaluronan in vitro and in vivo, has been widely accepted because of its mechanism of action and because it is harmless to organisms. 4-MU is one of the coumarin compounds; hydroxylation is observed in position seven of coumarin, while methylation is observed in position four. Thus, its IUPAC name is 7-hydroxy-4-methylcoumarin ( Figure 1A ). 4-MU and its conjugates, including 4-methylumbelliferyl glucuronide (4-MUG, Figure 1B ) and 4-methylumbelliferyl sulfate (4-MUS, Figure 1C ), have been used as markers of enzymatic activity because 4-MU has fluorescence activity (excitation wave-length 380 nm and emission wave-length 454 nm) [55] . During an experiment that involved the synthesis of 4-methlumbelliferyl xyloside, Nakamura et al. firstly reported (in 1995) that 4-MU inhibited the synthesis of hyaluronan by cultured human skin fibroblast [48] . Thereafter, our group reported that the suppression of hyaluronan synthesis had anti-cancer effects in cultured mouse melanoma cells, [56] , and the administration of 4-MU to C57BL/6J mice inoculated with the melanoma cells reduced tumor size and distant metastases [57] . Subsequently, we have shown that 4-MU reduced liver metastasis of KP1-NL (a human pancreatic cancer cell line) in vivo and demonstrated that its effect was enhanced by the co-administration of gemcitabine [58] . Over time, 4-MU has been come to be used as an effective and specific suppressor of hyaluronan synthesis in various malignancies, including prostate cancer [59] , esophageal cancer [60] , colorectal cancer [61] , breast cancer [62] , liver cancer [63] , osteosarcoma [64] , and leukemia [65] .
Two possible molecular mechanisms of 4-MU have been proposed: the depletion of intracellular UDP-glucuronic acid (an HAS substrate) [66] and the downregulation of the HAS mRNA level [67] . Among these mechanisms, the former is mainly accepted because 4-MU is metabolized to 4-methylumbelliferyl glucuronide ( Figure 1B ) by UDP-glucuronic acid transferase, and consequently decreases the source of hyaluronan through the consumption of the cellular UDP-glucuronic acid pool. Jokela et al. reported that mannose inhibited hyaluronan synthesis through UDP-N-acetyl-hexosamines (another HAS substrate) depletion in cultured rat epidermal keratinocytes [51] . They showed 4-MU reduced the cellular UDP-glucuronic acid pool and its effect was not enhanced by the addition of mannose. These data fit the fact that hyaluronan is composed of glucuronic acid and N-acetyl-glucosamine by 1:1. Another theory about HAS expression is still controversial, because some studies have reported that 4-MU upregulated the HAS mRNA level in the human osteosarcoma cells [64] and human pancreatic ductal adenocarcinoma cells [68] . They described that upregulation of HAS was caused by the positive feedback as a result of hyaluronan depletion. Therefore, further study to reveal the effect of 4-MU on HAS gene, protein and its pathway would be necessary. The mechanisms, which are independent of any specific receptor, allow 4-MU to inhibit the synthesis of hyaluronan-irrespective of species, organ and cell type-because the structure of hyaluronan is homologous in all types of eukaryotes. Therefore, other substrates such as hormones and growth factors (Table 1) , which enhance the HAS gene promotor, have not been employed as a specific inhibitor of hyaluronan synthesis. Another reason why 4-MU is frequently employed in hyaluronan research, especially in vivo, is its harmless nature. Indeed, the LD 50 of 4-MU is reported to be 3150 mg/kg when it was orally administered to mice in an acute toxicity test. In a chronic toxicity test, animals were able to tolerate a daily dose of 1000 mg/kg for 26 weeks (described in Japanese). These tests were performed to investigate the safety of "hymecromone" (the drug name of 4-MU), which has been used as a choleretic and anti-spasmodic agent for humans in many countries [69, 70] . The background information that is already available from human studies is an advantage of 4-MU with regard to its clinical application; however, it is not currently approved for use in either the US. or Japan, and a clinical trial with the approval of each government is therefore necessary.
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The Alteration of the Extracellular Matrix in Pancreatic Ductal Adenocarcinoma through Reduction of Hyaluronan
The development of novel cancer treatments that target hyaluronan by altering the ECM represents a pioneering approach to the treatment of PDAC. Recently, a phase Ib study investigated the administration of PEGylated recombinant human PH20 with gemcitabine in patients with PDAC [71] . The results indicated its efficacy, especially in the case of tumoral hyaluronan rich disease. In the preclinical study, the intravenous administration of PEGPH20 to tumor-inoculated mice reduced the level of hyaluronan and the interstitial fluid pressure in the nodule, and enhanced the activity of both docetaxel and liposomal doxorubicin [72] . This series of studies shows that a reduction of the level of hyaluronan in PDAC tissue allows anticancer agents to reach the cancer cells. This strategy is similar to the strategy of 4-MU treatment. In fact, we previously reported that the combination of 4-MU and gemcitabine enhanced the anticancer activity of gemcitabine [58] . We showed that pancreatic cancer cells are each surrounded by hyaluronan-rich matrices, and that the addition of 4-MU into the medium inhibited the formation of the envelope, which promoted the perfusion of gemcitabine. In another human pancreatic cancer cell-bearing mouse model, electron microscopic observation revealed that 4-MU decreased the amount of hyaluronan in tumors on the backs of animals and altered the intercellular space, causing it to become coarse [73] . Furthermore, we reported that 4-MU increased the survival rate of mice that were intraperitoneally inoculated with human PDAC cells, and that the intratumoral level of hyaluronan was reduced by 30% in comparison to control mice [68] . These results indicate that orally administered 4-MU is distributed throughout the body and that it will exert anticancer activities against both primary and distant metastatic disease. In addition, reduction of pericellular hyaluronan by 4-MU causes suppression of proliferation, migration and invasion activities. These anticancer properties were also observed when 
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Hyaluronan has a simple chemical structure that is homologous in both normal and cancer tissues. Thus, the complete knockdown or excessive reduction of hyaluronan has lethal effects in the host or organ. Indeed, PDAC patients who were treated with PEGPH20 had several adverse events, 
Hyaluronan has a simple chemical structure that is homologous in both normal and cancer tissues. Thus, the complete knockdown or excessive reduction of hyaluronan has lethal effects in the host or organ. Indeed, PDAC patients who were treated with PEGPH20 had several adverse events, including musculoskeletal pain, peripheral edema, and thromboembolic events [71] . Thus, achieving a moderate reduction in the hyaluronan level will be important for its clinical application in combination with chemotherapy and/or immunotherapy. Some studies have reported that the excessive accumulation of hyaluronan in inflammatory tissues leads to organ dysfunction, and 4-MU suppressed destruction of the tissues [80] [81] [82] . From this viewpoint, further studies of 4-MU are considered necessary.
